To the Editor: Usutu virus (USUV) is a mosquitoborne flavivirus amplified in an enzootic cycle involving passeriform and strigiform birds as reservoir hosts and Culex mosquitos as vectors (1) . Although originating from Africa, USUV has been introduced at least twice into central and western Europe, leading to substantial bird fatalities in central Europe (particularly in Austria, Hungary, Italy, Germany, and Switzerland) since 1996 (2). Its zoonotic potential has been recently highlighted in Italy in immunosuppressed patients who sought treatment for encephalitis (3) .
Even though every country bordering France, apart from Luxembourg, has reported USUV in mosquitoes or wild birds recently, USUV outbreaks had not been reported in France, and only indirect evidence indicated circulation of USUV-like viruses in Eurasian magpies (Pica pica) in southeastern France (4) . In 2015, the French event-based surveillance network SAGIR (5) reported increased fatalities of common blackbirds (Turdus merula) in 2 departments in eastern France, Haut-Rhin near the German border and Rhône (Figure) . Five birds, 2 in Haut-Rhin and 3 in Rhône, were subjected to molecular detection for flaviviruses. During necropsy, their brains, hearts, livers, and kidneys (from 2 birds only) were sampled for RNA extraction and virus isolation. Tissues were homogenized in DMEM with ceramic beads (Qbiogen) and FastPrep ribolyzer (ThermoSavant). Total RNA was extracted with RNeasy kit (Qiagen) and flavivirus genomic RNA was amplified by conventional reverse transcription PCR with all of the tissues from 2 birds in Haut-Rhin that were found dead on August 5-10, 2015, and from 1 bird sampled on September 23 in Rhône (6) .
USUV was systematically identified in blackbird tissues
by Sanger sequencing of the 1085-nt PCR fragment and BLAST analysis (https://blast.ncbi.nlm.nih.gov). Three USUV isolates were obtained after 2-3 passages in Vero cells, and whole-genome sequencing of every isolate was performed as previously described (7). Postmortem examination revealed hepatomegaly and splenomegaly in a USUV-infected blackbird and marked emaciation and kidney hemorrhages in another infected animal. A subset of samples was submitted for histologic analysis, but no microscopic lesions were found in any of the 3 USUV-positive blackbirds, suggesting that infection was hyperacute.
Phylogenetic analysis of the whole genome for the 3 USUV isolates demonstrated close genetic relatedness between USUV isolates from Haut-Rhin, France, and Germany (99.8% nucleotide identity with USUV-5684/ Germany/2011, GenBank accession no. KJ438716) and between strains from Rhône, France, and Spain (99.2% identity with USUV-MB11906/Spain/2006, GenBank accession no. KF573410). Results showed that French USUV strains from Haut-Rhin and Rhône departments were clearly distinct from each other (95.7% nucleotide identity) and arose from >2 independent introduction events. In total, 41-42 nonsynonymous mutations were identified along Our findings indicate that the USUV/Spain strain can be pathogenic in birds. Symptomatic USUV infections in wild avifauna are difficult to quantify (because of low reporting rates and quick removal of dead birds by scavengers), and dynamic modeling of USUV in Austria indicated that a low proportion (0.2%) of USUV-killed birds had been effectively detected by USUV-specific surveillance programs (9) . Mutations between USUVRhône2705/France/2015 and USUV-MB11906/Spain could also account for differential virulence in birds. These 2 strains differed by 14 nonsynonymous mutations (online Technical Appendix Table, http://wwwnc.cdc. gov/EID/article/22/12/16-1272-Techapp1.pdf). Although little is known about molecular determinants of USUV virulence, one can try to infer the importance of these mutations from data gained from studies on a closely related flavivirus, West Nile virus. In this respect, none of the 14 mutations observed have been found to be critical in flavivirus virulence.
Concomitantly with USUV emergence in France, another Culex-borne flavivirus, West Nile virus, has reemerged in southeastern France (10) . Climatic and environmental conditions during the summer of 2015 seem to have promoted the spread of Culex-borne pathogens. However, risk factors for flavivirus emergence in France in 2015 have not been comprehensively analyzed.
